. Generation and characterization of HUS1 Flox and HUS1 Flox AB cell lines. A) Schematic illustration of steps followed for the generation of HUS1 Flox and HUS1 Flox AB cell lines; first, HUS1 deficient cell line (^hus1::NEOSAT/HUS1) (Damasceno et al., (2013 ) Mol Microbiol, 90, 1074 -1087 was transfected with linear DNA cassette containing the DICRE sequence flanked by SSU sequences; second, a clonal cell line resulting from the first step (^hus1::NEOSAT/ HUS1[SSU DICRE]) was transfected with linear DNA cassette containing the HUS1 sequence flanked by the loxP sites to generate the HUS1 Flox cell line (^hus1::NEOSAT/ Dhus1::HUS1 Flox [SSU DICRE] ); third, a clonal cell line resulting from the second step was then transfected with a pXG1 NEO plasmid containing the HUS1 coding sequence resulting in the HUS1 Flox AB cell line. B) Representation of the expected genomic configuration of the DICRE, HUS1::NEOSAT and HUS1 Flox cassettes in the HUS1 Flox cell line (not in scale); red arrows indicate approximate annealing position of primers used for PCR analysis shown in (C). C) Genomic DNA from the indicated cell lines was PCR amplified using the indicated set of primers; PCR products was resolved in agarose gels and visualized with Ethidium Bromide; OL-NEO1 and OL-NEO2 were used to demonstrate the presence of pXNEOHUS1 plasmid in HUS1 Flox AB cell line; G6PDH was used as loading control. Figure S2 . Time course induction of HUS1 gene excision in the HUS1 Flox cell line. A) Genomic DNA was extracted at the indicated time points after RAP induction and subjected to PCR analysis using the indicated set of primers (see Supplementary Fig. 1B for annealing position); PCR products were resolved in agarose gels and visualized with Ethidium Bromide. B) Illustration of HUS1 KO induction scheme; cells were seeded in medium with or without RAP; after 4 days (~96 hours) of cultivation, cells were re-seeded and further cultivated until mid-log phase. All the experiments reported here were performed in cells subjected to this induction protocol and all times points indicated in the figures refer to the second round of induction. C) Western blotting analysis of whole cell extracts from HUS1 Flox cells collected at the indicated time points after RAP induction; HUS1 levels were assessed with anti-HUS1 antibody and EF1α was used as loading control. Despite the complete excision of HUS1 from genome (see Figure S2A ), the protein is still detectable after the first round of induction, likely due to its high stability. After the second round of induction HUS1 is not detectable. Types 2 -Correct Classification Types 2 -Correct Classification Types 2 -Correct Classification Types 2 -Correct Classification Types 2 -Correct Classification The data are represented as violin plots, where shape indicates the distribution of pooled data and horizontal red lines indicate mean; differences were tested with Kruskal-Wallis test and are as indicated: (***), p=0.0028; (**), p=0.0044; (*), p=0.0402; n.s., not significant. Figure S7 . Quantitative analysis of co-localization between endogenously tagged HUS1 and EdU. Cells expressing HUS1-12xMYC from the endogenous locus were left untreated (-HU) or treated with 5 mM HU (+HU) for 5 hours. HU was removed and cells were incubated with 10mM EdU, fixed and processed for sequential EdU and HUS1-12xMYC detection. Images corresponding to a single confocal Z-slice were deconvolved using BlindDblur (LAS AF Leica Software). Co-localization between HUS1-12xMYC and EdU in the nucleus was quantified in single confocal slices using Coloc 2 Fijji plugin. Two factors were took into account to determine relevant co-localization events: Pearson's R value (spacial correlation between the two signals) and Thresholded Mander's (tM EdU , proportion of EdU signal overlapping with HUS1-12xMYC; tM HUS1 , proportion of HUS1-12xMYC signal overlapping with EdU). Red box indicate nucleus where co-localization where above 0.5 for all parameters. Figure S14 . Analysis of γH2A levels after replication stress removal. A) and B) Western blotting analysis of whole cell extracts from HUS1 Flox and HUS1 Flox AB cells; at 48 hours after induction, cells were left untreated (N.T.) or treated ~20 hours with 0.5mM HU (A) or ~8 hours with 5mM (B) HU and then re-seeded in HU-free medium; cells were collected at 0, 1.5, 3, 5 and 7 hours (A) or 0, 2, 4, 6 and 8 (B) hours after HU removal; extracts were probed for γH2A levels and EF1α was used as loading control. C) The same experiment shown in Fig. 4C , in which here the profile of HUS1 Flox AB cells subjected to the same conditions were included. At 48 hours after induction, cells were left untreated (N.T.) or treated ~20 hours with 0.5mM HU or ~8 hours with 5mM HU and then re-seeded in HU-free medium; cells were collected at the indicated time points after HU removal, fixed and subjected to γH2A detection.
Primer Name
Orientation Sequence (5' -3') OL2380 Forward CATTCCGTGCGAAAGCCGG
OL4102
Reverse GATGGTTTCCACCTGCAC
OL-5UTR(HUS1)
Forward TCCACGTTCCTTTGTACGTG
OL-SAT
Reverse TTGGGGCCCTGTGGACCCTTGGCGGC
OL-HUS1 Fw
Forward ATGCGCTTCAAGGCGACCC
OL-HUS1 Rv
Reverse CGCCCTTGCGGGGATATAGG
OL-15
Reverse CCGTGGGCTTGTACTCGGTCA
OL-NEO1
Forward TGTTGGGTCGTTTGTTCGGA
OL-NEO2
Reverse CGAGGAGATCGAGGGAAGGA
G6PDH1

Forward ACCGCATTGACCACTACCTC
G6PDH2
Reverse GATGTTGTTCGAGTTCCAC
